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INTRODUCTION

Inflammatory mediators, such as TNFa, activate specific cellular pathways on select cell types to
exert their biological effects. Pharmaceutical screening of inhibitors of the action of these

mediators, acting either at the cell surface receptor or at intracellular signal transduction targets,
requires assays utilizing intact cells. Only cellular systems can provide the biological information

required of such screens, including inactivation of receptor function (rather than just compound readout of the level of activation of the TNFa receptor. Using the SureFire™ 180000 180000
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are p38 MAP kinase, JNK, Stat-3, ERK, MEK and p70 S6 kinase. Among the roles these binding studies, as such experiments will not discriminate between effective § 3 }

signaling proteins play in inflammation are mediation of TNFa action, chemokine function, and and non-effective binding of potential receptor antagonists. g 1o T 100000

proliferation of T-cells. Many other cytokines, chemokines and inflammatory molecules similarly g oo 5 000

require one or more of these molecules to be activated to mediate their effects. Either the soluble TNFa r1, or antibodies recognising hTNFa, mTNFa and the § 60000 / 2 oo

We have developed SureFire™ cell based assays for each of these targets, allowing the high TNFa R1 were preincubated with U937 cells for 1 h prior to stimulation with ;0 40000 — X 40000

throughput, homogeneous detection of activation of each endogenous cellular enzyme, so TNFa. Cell lysates were subsequently analysed for phosphorylated p38 R 7 20000 /

permitting large scale library screening of these targets using automated liquid handling systems. MAPK as an indicator of receptor signalling. The results suggest antibodies s, o

The SureFire™ system utilizes AlphaScreen® (PerkinElmer) and provides a highly sensitive against either TNFo or TNFa R1 were far more potent inhibitors of receptor 1E11 1E10 1E09 1E0B 1E07 1E06 1E05 1E04 0 01 02 03 04 05 05 07
screening platform that can be easily adapted to existing systems and robotics. Examples of signalling than the soluble receptor. As expected, neither the antibody rasied insulin (M) Sorbitol (M)

screening to be presented will include the analysis of effect of TNFa receptor antagonists, utilizing
p38 MAP kinase activation as a readout to accurately indicate inhibitor effectiveness.

Ranking TNFa signalling inhibitors using p38 MAPK
phosphorylation

We have shown that activation of p38 MAPK can be used as a sensitive

against mTNFa., or control mouse 1gG, had any effect on receptor signalling.

TNFo Antagonist screening

Screening of other signal transduction pathways related to inflammation
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Screening for inhibitors of the Pl 3-Kinase / AKT / mTOR pathway
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and of Stat-3.

This assay portfolio will be added to in the future to provide an even broader spectrum of targets for the
discovery of pharmaceutical agents and for basic research applications.

The SureFire™ Cellular Kinase assay kits are formulated for the HTS marketplace for screening large sample numbers and robotic operation, as well as the research laboratory. Further information
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about kits, prices and protocols can be obtained from the TGR BioSciences Pty Ltd and PerkinElImer Customer Service centres:
TGR BioSciences PerkinElmer Life And Analytical Sciences, Inc.

Email: info@tgr-biosciences.com.au Email: CustomerCareUS@perkinelmer.com

www.tgr-biosciences.com.au www.perkinelmer.com
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